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Fig. 1A. 

I TCCAG | Unknown sequence |^Kn6m>^mmce I 1 5* 

Template DNA 
5 '4§^Fi rs t DW-ACP n 

J First-stage PCR at low stringency 

NNNAGGTC 3' N7 

| TCCAG | Unknown sequence | Known:::s:e;guence | [ 5* 

NNNAGGTC | ^;.,^v^-:V-:->:^r,.:.^- I \ 3' 

| TCCAG | Unknown sequence jffKnown sequence | | 5' 

^ Second-stage PCR at high stringency 

5' EagSSgS>>SiO IIUNNNAGGTC I |,- ••■^; ( ^;. . . . J 1 3. 

TSP1 

5' l-X-xWx- III I NNNAGGTC | I^^T^^W^^^ I 3' 

3' t:::v::::::::>::::>x^ CCCCNNNTCCAG F \m&$er u& \M 5' 

Second DW- ACP J I 

5' l»x-:-:->:-:-:-:-:Wl GGGGI 1 1 AGGTC 3' V 

5 

S M^x^x^x^I ggggiiiaggtc f |^;>s!^^ . \^\ 3* 

3' E^x^x^x^l CCCCNNNTCCAG | [TgrgX! | ,-| 5' 

^ Subsequent PCR 

5' l> - x'::>:y>:>:WI GGGGI 1 1 AGGTC I E^^^j^^^EIl 3' 

3 M::-x:x-:>>:>:^:??| ccccccctccag I : ■ o&TTZl 5' 

Primary OW-ACP PCR product 

EH] Known sequence 
□ Unknown sequence 
E2D Universal sequence 

Target Specific Primer 
1 Deoxyinosine 
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Fig. 1B. 



5' K:x:v:::w:^l GGGGX IIAGGTC £ 
3' r+:-:*>:+ys35R ccccccctccag C 



Primary DW-ACP PCR product 

Secondary DW-ACP PCR using a third DW- 
ACP and a nested target-specific primer 



5'E 



3 GGGGX IIAGGTC I 



Third DW-ACP 

1 1 1 1 GGGAGGTC 3' 



3' P:y:y:y:wxy| CCCCCCCTCCAG | 



TSP2 



4 

5' ^ggjggjggg^ III IGGGAGGTC I l^^^^jv^l 3' 

3' CCCCCCCTCCAG | | :• 5' 

Unknown target-specific DW-ACP PCR product 



Direct sequencing or Cloning 



0 Known sequence 

1 I Unknown sequence 
ESI Universal sequence 
£s Target Specific Primer 
i Deoxyinosine 
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Fig. 2. 




MAILABLE COPY 
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Fig. 3. 



M 1 2 3 4 M 




BEST AVAILABLE^OPY 
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Fig. 4. 




BEST AVAILABLE GOPY 



